helices involved in four helix-bundle formation are coloured in purple. The positions for alternatively spliced inserts, SSB in NL4 and SS4 in Nrx1!, are displayed as yellow and green spheres, respectively, and the Ca 2+ and water molecules as gray and red spheres, respectively. The movie was made using eMovie (Hodis et al, 2007) in PyMOL (http://www.pymol.org).
Supplementary Movie S2 Morph movie of the conformational rearrangements occurring in the Nrx1! binding site of NL4.
The concerted displacement of NL4 residues (yellow) permits binding of Nrx1! (green) and indirect coordination of the Ca 2+ (gray sphere) through a water molecule (red sphere). The intermediate structures of the morph between NL4 unbound and bound to Nrx1! were generated with the Yale Morph Server (http://molmovdb.org/molmovdb/morph/) (Krebs and Gerstein, 2000) , and the movie was made using eMovie (Hodis et al, 2007) in PyMOL (http://www.pymol.org).
Leone et al. Figure S1 Conformational rearrangements, upon Nrx1! binding, of the NL4 loops forming the face of the subunit opposite to the Nrx1! binding site.
The two unbound NL4 subunits are displayed in white with orange Cys-loops and loops L3 and L4; the two Nrx1!-bound NL4 subunits are displayed in light gray with yellow loops. Whereas the surface loops adopt a similar conformation in the two subunits of NL4 bound to Nrx1!, these loops adopt distinct conformations in the two subunits of unbound NL4, differing from those in bound NL4. The figure was made with PyMOL (http://www.pymol.org).
Leone et al. Figure S2 Sequence conservation between NL4, NL1 and NL2.
Displayed are the NL4 Gln44-Thr619, NL1 Gln46-Asp638 and NL2 Pro65-Leu615 sequences of the recombinant proteins without splice inserts used in our study; the FLAG epitope is not shown. The positions for inserts A and B in NL1/NL2 are indicated by vertical arrowheads below the alignment.
Residue Lys306 present in NL1 only is located after the insert B position. NL4 numbering and secondary structure elements (according to AChE nomenclature) are displayed above the alignment.
The Cys-loop is indicated by a black bar under the alignment. The NL4 residues buried at the Nrx1! binding interface are indicated by asterisks, the two N-glycosylation sites by triangles and the residues involved in Ca 2+ binding by filled circles. The position of mutation G464Q found in NL2 is indicated by a filled square. The figure was made with ClustalW2 (Larkin et al, 2007) and ESPript (Gouet et al, 1999) . Leone et al. a R cryst =! hkl ""Fo"# $Fc""/! hkl "Fo"; R free is calculated for 5% of randomly selected reflections excluded from refinement. b Root mean square deviation from ideal values.
